1. Introduction {#sec1-antioxidants-09-00094}
===============

The regulation of signaling pathways, protein homeostasis (proteostasis), organelle-organelle communication, and organelle-cytosol communication is essential for proper cellular functioning \[[@B1-antioxidants-09-00094]\]. The molecular signals activated by secreted metabolites, lipids, proteins, and nucleic acids initiate transduction cascades in different cellular compartments, regulating several fundamental processes, such as cell proliferation, apoptosis, proteolysis, and autophagy \[[@B2-antioxidants-09-00094],[@B3-antioxidants-09-00094]\]. Aging can affect these phenomena at different levels, impacting cell fitness, size, and molecular mechanisms while decreasing division capability \[[@B4-antioxidants-09-00094],[@B5-antioxidants-09-00094]\]. The incidence of age-related disorders, such as atherosclerosis, hypertension, type 2 diabetes, osteoporosis, cataracts, Alzheimer's, and cardiovascular disease, increases exponentially with age progression through mechanisms that are still not fully understood \[[@B6-antioxidants-09-00094]\].

Few discrete hallmarks can be directly connected to the aging process, including chromosome structure, epigenetic regulation, telomere attrition, the loss of proteostasis, energy metabolism, mitochondrial dysfunction, and altered intercellular communication \[[@B4-antioxidants-09-00094],[@B7-antioxidants-09-00094]\]. The detection of quantitative age-associated biomarkers can allow for measuring aging degeneration and predicting the lifespan of individual organisms \[[@B8-antioxidants-09-00094],[@B9-antioxidants-09-00094]\]. The main aim of aging research is to dissect the connections between aging hallmarks and their relative contribution to pathological conditions \[[@B7-antioxidants-09-00094]\].

Herein, we describe several crucial processes responsible for the regulation of cellular aging, including the essence of carbonylation, its role in perturbing proper protein folding, and its potential value as an aging biomarker.

2. Characteristics of the Senescent Phenotype {#sec2-antioxidants-09-00094}
=============================================

Due to the accumulation of DNA damage and telomere erosion, cells irreversibly arrest in the G1 phase of the cell cycle, and this phenomenon is considered a symptom of replicative senescence \[[@B7-antioxidants-09-00094],[@B10-antioxidants-09-00094]\]. In yeast such as *Saccharomyces cerevisiae*, reproduction occurs through the budding of the daughter cell from the mother cell. In this phenomenon, the aged and damaged cellular material accumulates in the mother cell, and after more than 26 division cycles, expresses apoptotic and degeneration signs, including high levels of reactive oxygen species (ROS), DNA fragmentation, and protein carbonylation \[[@B11-antioxidants-09-00094]\]. The target of rapamycin (TOR) signaling, dietary restriction, and pH regulate this asymmetric division of the cellular material in yeast \[[@B11-antioxidants-09-00094],[@B12-antioxidants-09-00094],[@B13-antioxidants-09-00094]\].

Similarly, it has been shown that mammalian stem cells segregate new mitochondria to daughter cells, affecting their stemness potential \[[@B14-antioxidants-09-00094]\]. DNA damage, proteomic deregulation, and senescence-associated secretory phenotypes are typical characteristics distinguishing between old and nonsenescent cells \[[@B15-antioxidants-09-00094]\]. The most common aging biomarkers are considered to be β-galactosidase labelling at pH 6.0 and the decreased expression of tumor-suppressor proteins (such as cyclin-dependent kinase inhibitor 2A and p53 \[[@B16-antioxidants-09-00094]\].

Furthermore, aging is associated with cytoskeletal disorganization and changes in nuclear integrity, leading to severe impairments of the cellular structure in different organisms such as worms, yeast, *Drosophila*, and humans \[[@B17-antioxidants-09-00094],[@B18-antioxidants-09-00094],[@B19-antioxidants-09-00094],[@B20-antioxidants-09-00094]\]. In yeast, ROS accumulation and Ras/cAMP (proto-oncogene, GTPase/cAMP-dependent protein kinase) signaling pathway activation are at the root of actin turnover and cytoskeleton destabilization \[[@B21-antioxidants-09-00094]\]. In humans, the disruption of the cytoskeleton structure can be a result of Tau microtubule-associated protein hyperphosphorylation, which is also associated with the generation of neurofibrillary tangles and proteasome inhibition in Alzheimer's patients \[[@B22-antioxidants-09-00094]\].

In addition, the oxidative degradation of nucleoporins (the proteins of the nuclear envelope that regulate the exchange of molecules between the nucleus and the cytosol) contributes to the deregulation of proper cellular functioning. Differences in nuclear envelope protein organization (e.g., nuclear lamins) and nuclear architecture have been observed in Hutchinson-Gilford progeria patients, cardiomyopathies cases, and damaged stem cells \[[@B23-antioxidants-09-00094]\].

2.1. Genome Maintenance and Epigenetic Mechanisms {#sec2dot1-antioxidants-09-00094}
-------------------------------------------------

Genome instability refers to a variety of DNA alterations induced by intra- and extracellular factors, such as DNA replication errors, ROS, and exogenous insults (e.g., ultraviolet irradiation) \[[@B24-antioxidants-09-00094],[@B25-antioxidants-09-00094]\]. Somatic mutations accumulate within the cells in all organisms, inducing the activation of age-related signaling pathways and consequent cell disorders, senescence, and death. DNA double-strand break (DSB) is one of the most severe kinds of damage, and it is repaired by two mechanisms: homologous recombination (HR) and nonhomologous end-joining (NHEJ).

While HR requires the presence of a homologous sequence to repair the DNA, the NHEJ mechanism allows for ligating the broken ends without the presence of a homologous template. Both of these processes are crucial for genome stability and cooperate with non-DSB repair mechanisms \[[@B26-antioxidants-09-00094]\] such as base excision repair \[[@B27-antioxidants-09-00094]\], nucleotide excision repair \[[@B28-antioxidants-09-00094]\], and mismatch repair \[[@B29-antioxidants-09-00094]\].

Telomere length is inversely correlated with age, and the ends of the chromosomes are protected from degradation and incorrect recombination by telomere caps (nucleoprotein complexes). Telomerase enzymes prevent their shortening \[[@B30-antioxidants-09-00094]\], which is at the root of different pathological conditions such as telomere-mediated syndromes (e.g., dyskeratosis congenital and idiopathic pulmonary fibrosis) and Alzheimer's disease \[[@B31-antioxidants-09-00094],[@B32-antioxidants-09-00094],[@B33-antioxidants-09-00094]\]. Chromatin structure alteration occurring during aging can lead to changes in the gene expression pattern and can affect an organism's lifespan. Aging is also related to epigenetic mechanisms such as DNA chemical modifications (e.g., methylation), histone modifications (such as acetylation/deacetylation), and post-transcriptional gene regulation induced by noncoding RNA \[[@B34-antioxidants-09-00094],[@B35-antioxidants-09-00094]\].

The process of gene methylation is significantly affected during aging and occurs via a transfer of a methyl group from *S*-adenosyl-*L*-methionine to the carbon in position 5 of the cytosine (C-5; CpG sites) by the enzyme DNA methyltransferase \[[@B36-antioxidants-09-00094]\]. In particular, the altered methylation of three genes---*EDARADD* (Edar-associated death domain), *TOM1L1* (Target of Myb1-like 1 membrane-trafficking protein), and *NPTX2* (Neuronal pentraxin II)---have been frequently registered in the elderly \[[@B37-antioxidants-09-00094],[@B38-antioxidants-09-00094]\]. The proteins encoded by these transcripts play different functions. *EDARADD* is required for the development of hair, teeth, and other ectodermal structures \[[@B39-antioxidants-09-00094]\]; *TOM1L1* acts as an adapter protein involved in several signaling pathways \[[@B40-antioxidants-09-00094]\]; and *NPTX1* can be involved in synaptic scaling \[[@B41-antioxidants-09-00094]\].

Histones are reversibly acetylated and deacetylated by the action of histone/lysine acetyltransferase (HAT/KAT) and histone deacetylase (HDAC) enzymes, respectively \[[@B42-antioxidants-09-00094]\]. Gene transcription is associated with increased histone acetylation, which induces a more relaxed chromatin structure, whereas histone deacetylation is related to more condensed DNA and reduced transcription \[[@B34-antioxidants-09-00094]\]. It has been shown that the downregulation of HDACs (such as Sirtuin2, SIR2, and HDAC1) is involved in the extension of the lifespan of yeast (*Caenorhabditis elegans* \[[@B43-antioxidants-09-00094],[@B44-antioxidants-09-00094]\] and *Drosophila* \[[@B45-antioxidants-09-00094]\]). In human cells, histone acetylation decreases during aging, and this phenomenon is directly related to a reduced cell metabolic rate and proliferation \[[@B46-antioxidants-09-00094]\].

2.2. RNA Maintenance and Protein Synthesis {#sec2dot2-antioxidants-09-00094}
------------------------------------------

Recent data from a big RNA meta-analysis performed on young and old murine, rat, and human specimens allowed for characterizing the age-related patterns of gene expression, defining the role of different genes involved in inflammation, the immune response, and lysosomal degradation \[[@B47-antioxidants-09-00094]\]. However, the analysis demonstrated that aging occurs through several pathways in various tissues and species and that it does not depend on a universal molecular program \[[@B48-antioxidants-09-00094]\].

RNA maintenance (i.e., ribostasis) is a process that is not yet universally accepted as a hallmark of aging, but growing evidence has suggested its involvement in this phenomenon. In prokaryotes (e.g., parasites), self-splicing mobile introns might play a regulatory role in gene expression and have evolved to respond to environmental conditions, such as ROS, temperature, and starvation \[[@B49-antioxidants-09-00094]\]. Their deletion in the mitochondrial genome of *Saccharomyces cerevisiae* results in harmful consequences for cells \[[@B50-antioxidants-09-00094]\]. In eukaryotes, pre-mRNA (including exons separated by introns) splicing is a fundamental link between gene expression and the proteome. Alternative splicing defects can arise when the levels or functions of generic spliceosome components are altered \[[@B51-antioxidants-09-00094]\]. Splicing alterations can occur to genes belonging to pathways related to aging (e.g., DNA repair genes), ultimately accelerating this process \[[@B52-antioxidants-09-00094]\]. Mechanistically, aberrant splicing leads to aging-related phenotypes through decreased or increased isoform function and an imbalanced isoform ratio \[[@B51-antioxidants-09-00094]\]. As an example, splicing defects occurring in tumor protein p53, insulin-like growth factor IGF-1, and Sirtuin 1 (*SIRT1*) genes are associated with progeria, vascular aging, and Alzheimer's disease \[[@B53-antioxidants-09-00094]\].

During aging, protein translation globally decreases \[[@B54-antioxidants-09-00094]\], affecting the expression of the selective proteins required for cellular maintenance \[[@B55-antioxidants-09-00094]\], while cysteine misincorporation increases \[[@B56-antioxidants-09-00094]\]. Additionally, proteome studies have revealed differences in protein composition and the upregulation of proteins involved in energy metabolism, proteostasis, the cell cycle, the response to stress-signal transduction, and apoptosis \[[@B57-antioxidants-09-00094],[@B58-antioxidants-09-00094],[@B59-antioxidants-09-00094]\], which are mainly regulated by post-transcriptional mechanisms \[[@B59-antioxidants-09-00094]\].

The translation process is also regulated by non-protein-coding RNAs (ncRNAs), which include miRNA (approximate length of 21--23 nucleotides) and lncRNA (approximate length ≥ 200 nucleotides): ncRNAs regulate a wide range of biological processes, including metabolism and aging \[[@B60-antioxidants-09-00094],[@B61-antioxidants-09-00094]\], affecting chromosome structure, transcription, splicing, mRNA stability and availability, and post-translational modifications \[[@B62-antioxidants-09-00094]\].

When miRNAs base-pair with their target mRNAs at 3′UTR, this leads to mRNA degradation and/or translational repression \[[@B63-antioxidants-09-00094]\]. Many targets of miRNAs are implicated in aging and modulate longevity \[[@B64-antioxidants-09-00094]\], and for this reason, circulating miRNAs could provide a reliable and easy way to measure aging progression \[[@B65-antioxidants-09-00094]\]. In particular, Hooten et al. have demonstrated that the three miRNAs 151a-5p, miR-181a-5p, and miR-1248 significantly decrease during human aging \[[@B66-antioxidants-09-00094]\].

Additionally, lncRNAs have been shown to contribute to neuronal pathogenesis \[[@B67-antioxidants-09-00094]\] through the modulation of gene expression in the central nervous system \[[@B68-antioxidants-09-00094]\].

3. Mitochondria {#sec3-antioxidants-09-00094}
===============

Mitochondria and metabolic activity, including nutrient-sensing mechanisms, are connected with lifespan and aging \[[@B69-antioxidants-09-00094]\]. It has been shown that mtDNA mutations increase with age, and the number and type of mutations are tissue- and cell phenotype-specific \[[@B70-antioxidants-09-00094]\]. A decrease in the activity of mitochondrial enzymes (e.g., citrate synthase) and the accumulation of mtDNA mutations are associated with a decline in mitochondrial respiratory efficiency \[[@B71-antioxidants-09-00094]\]. Mitochondria are one of the most important sources of ROS, and mitochondrial dysfunctions are considered to be a primary cause of mitochondrial oxidative-dependent damage \[[@B72-antioxidants-09-00094]\]. However, many studies have indicated that mtDNA alteration could be a result of ROS-independent phenomena such as replication errors and failure of the repair mechanisms \[[@B73-antioxidants-09-00094],[@B74-antioxidants-09-00094],[@B75-antioxidants-09-00094]\]. In this context, mice with mtDNA polymerase gamma knock-down (PolgD257A/D275A) have shown somatic mtDNA mutation accumulation and shorter longevity without increasing ROS production \[[@B76-antioxidants-09-00094]\].

Mitochondrial dysfunctions are associated with neuronal degeneration in age-related diseases, such as Alzheimer's or Type 2 diabetes \[[@B77-antioxidants-09-00094]\]. In an Alzheimer's murine model and in the temporal neocortex of patients with Alzheimer's disease, a higher expression of mitochondrial deacetylase SIRT3 was observed \[[@B78-antioxidants-09-00094]\]. In this context, SIRT3 acted as a neuroprotective molecule and mitigated stress condition effects. Moreover, the investigation showed that the downregulation of SIRT3 decreased the activity of metabolic enzyme complex I and ATP levels \[[@B67-antioxidants-09-00094]\].

4. Metabolic Activity {#sec4-antioxidants-09-00094}
=====================

Dietary restrictions and hormone levels can strongly affect longevity in all organisms \[[@B79-antioxidants-09-00094]\]. Metabolism in mammalians is regulated at multiple levels by hormone actions, and intricate feedback \[[@B80-antioxidants-09-00094]\]. The somatotropic axis of insulin-like growth factor 1 (IGF-1)/growth hormone (GH); the Notch, transforming growth factor β (TGF-β), and WNT pathways; and their interplay control the regulation of many processes, including the development of a senescent phenotype ([Table 1](#antioxidants-09-00094-t001){ref-type="table"}) \[[@B81-antioxidants-09-00094]\].

IGF-1/insulin signaling (IIS) is considered to be an aging-controlling pathway, and among its targets are the Forkhead box (FOX) family and the mammalian target of rapamycin kinase (mTOR) complexes \[[@B82-antioxidants-09-00094]\].

Stimulation of the insulin receptor extends the life of worms and mammals via the activation of the phosphoinositide 3-kinase (PI3K)/dependent-protein kinase B (AKT)/mTORC2 (PI3K/AKT/mTORC2) signaling pathway and the inhibition of the phosphorylation of forkhead box protein O (FOXO) transcription factor \[[@B83-antioxidants-09-00094]\]. Whereas mTORC2 is involved in IGF--PI3K signaling, which promotes cell proliferation and regulates oxidative stress, mTORC1 promotes protein translation, ribosome biogenesis, and autophagy \[[@B84-antioxidants-09-00094]\]. Both TORC1 and TORC2 are effectors in pathways connected by caloric restriction (the restriction of food intake without malnutrition), which prolongs the lifespan of various species \[[@B85-antioxidants-09-00094]\]. The critical intracellular signals for TORC1 activation, which can delay aging, are dietary regimens based on a reduced intake of amino acids \[[@B86-antioxidants-09-00094]\]. The activation of TORC1 occurs on the lysosome surface in mammalian cells and in vacuoles in yeast cells, and it leads to the phosphorylation of target proteins activating or inhibiting pro- or antiaging processes, respectively \[[@B84-antioxidants-09-00094],[@B87-antioxidants-09-00094]\].

While IIS is involved in the activation of pathways related to nutrient abundance/anabolism, the nutrient sensors AMPK and Sirtuins are induced by nutrient deficiency/catabolism. AMP-activated protein kinase (AMPK) is an energy-sensing enzyme. In mammalian cells, AMPK phosphorylates FOXO and inhibits mTOR \[[@B88-antioxidants-09-00094]\], thus controlling energy metabolism, autophagy, stress resistance, and ultimately the aging process \[[@B89-antioxidants-09-00094]\]. The Sirtuins family of nicotinamide-adenine dinucleotide (NAD)-dependent protein deacetylases has been identified as a regulator of the replicative lifespan in yeast, as described above \[[@B90-antioxidants-09-00094],[@B91-antioxidants-09-00094]\]. Here, SIR2 proteins can also mediate the beneficial effects of dietary restriction on longevity in yeast, worms, flies, and mice \[[@B92-antioxidants-09-00094]\].

5. Interorganellar Communication {#sec5-antioxidants-09-00094}
================================

Dynamic changes in organelle communication are essential for biological systems and are involved in cellular aging \[[@B1-antioxidants-09-00094]\]. Organelles perform specific functions in a single cell, but globally they play in concert. In intracellular communication, the physical interaction between organelles is not required, and information exchange occurs through soluble molecules. In this scenario, organelle-organelle and organelle-cytosol communications are based on metabolites such as lipids, proteins, peptides, or nucleic acids, which can function as pro- and antiaging signals \[[@B111-antioxidants-09-00094]\].

Cellular aging is a process integrated with metabolism and proteostasis and their mutual interactions. Thereby, all metabolic disorders that affect proteostasis can enhance aging via feed-forward connectivity \[[@B112-antioxidants-09-00094]\]. In stress conditions, the misfolded/damaged proteins accumulate in aggregates, which are dispersed in the cytosol or are associated with the endoplasmic reticulum (ER), mitochondria, and/or vacuoles affecting their functioning \[[@B113-antioxidants-09-00094]\].

Next, protein homeostasis in mitochondria is sustained by mitochondria-to-nucleus communication, inducing antiaging unfolded protein response pathways. The unfolded and/or misfolded proteins in the intermembrane space of mitochondria mediate AMPK kinase (SNF1 in yeast) cascade activation, which initiates a quality control via proteases and chaperone activity \[[@B113-antioxidants-09-00094],[@B114-antioxidants-09-00094],[@B115-antioxidants-09-00094]\].

Direct physical interaction between different organelles occurs at membrane contact sites, including vacuole-mitochondria patches, mitochondria-associated ER membranes, and the perinuclear ER-vacuolar junctions. Membrane contact sites are essential for ion (e.g., Ca^2+^) and lipid homeostasis, supporting many functions such as metabolism, apoptosis, and organelle dynamics \[[@B116-antioxidants-09-00094],[@B117-antioxidants-09-00094]\].

The ER represents central intracellular Ca^2+^ storage and is crucial for Ca^2+^ homeostasis \[[@B117-antioxidants-09-00094],[@B118-antioxidants-09-00094]\]. Multiple sites near the plasma membrane (PM) and ER-PM contact sites are critical for Ca^2+^ ER refilling and maintenance \[[@B118-antioxidants-09-00094]\]. The nuclear envelope, which is in continuity with the ER, can communicate with the PM, carrying signals from the extracellular space into the nucleus \[[@B118-antioxidants-09-00094]\]. In addition, peroxisomes and the Golgi apparatus are known to uptake or release Ca^2+^ in response to agonists \[[@B119-antioxidants-09-00094],[@B120-antioxidants-09-00094]\].

Alterations in ER loading and the release of Ca^2+^ are associated with aging. For example, in aged mice, stimulation with a neurotransmitter (acetylcholine) significantly increased the intracellular release of Ca^2+^ from the ER \[[@B121-antioxidants-09-00094]\]. Furthermore, aged cells with an interrupted Ca^2+^ balance demonstrated an impaired ER response to stress conditions \[[@B122-antioxidants-09-00094]\].

The ER-mitochondria interface regulates the flux of metabolites between these organelles and is fundamental for many cellular processes, including cell proliferation, death, autophagy, calcium signaling, unfolded protein response, and inflammation \[[@B123-antioxidants-09-00094]\]. A decrease in mitochondrial Ca^2+^ uptake and a lower number of mitochondria-ER connections were associated with cellular senescence in vitro (cell passage-dependent). Furthermore, the structure of mitochondria-ER patches resulted in enriched proteins associated with age-related neurological and metabolic disorders \[[@B124-antioxidants-09-00094]\].

Next, it has been shown that perturbations in these pathways through the silencing of the mitochondrial fusion proteins Mitofusin-1 (Mfn1) and -2 caused alterations in Ca^2+^ signaling as well as in the ER and in mitochondrial dysfunctions \[[@B125-antioxidants-09-00094],[@B126-antioxidants-09-00094]\]. The downregulation of Mfn1 and Mfn2 was linked with cardiac and skeletal muscle hypertrophy in rats and patients with type 2 diabetes or obesity, respectively \[[@B127-antioxidants-09-00094],[@B128-antioxidants-09-00094]\]. On the other hand, Alzheimer's disease has been recently related to an increase in ER-mitochondria contact. Such increments can explain many of the biochemical and morphological changes that affect dopaminergic neurons in this disease \[[@B129-antioxidants-09-00094]\].

6. Proteostasis {#sec6-antioxidants-09-00094}
===============

As was underlined above, protein homeostasis, or proteostasis, refers to the regulation of protein synthesis, folding, and unfolding and turnover of the proteins. Proteostasis is critical for the longevity of cells and the functioning of organisms \[[@B130-antioxidants-09-00094],[@B131-antioxidants-09-00094]\]. It is regulated by quality control systems integrating chaperon and protein degradation pathways, having a significant impact on aging degeneration \[[@B132-antioxidants-09-00094],[@B133-antioxidants-09-00094]\]. In healthy cells, tissues, or organisms, a balanced proteome is maintained by a proteostasis network that regulates three steps of protein life: protein synthesis and folding, conformational maintenance, and degradation ([Figure 1](#antioxidants-09-00094-f001){ref-type="fig"}). The critical regulators of those steps are the chaperones that ensure proper de novo folding of a newly synthesized protein or the recognition of misfolded proteins \[[@B134-antioxidants-09-00094]\]. Degradation pathways include the ubiquitin--proteasome system (UPS) and the autophagic lysosomal-endosomal pathway \[[@B135-antioxidants-09-00094]\]. The proteostasis machinery is affected by stress conditions, such as elevated temperature or oxidative stress ([Figure 1](#antioxidants-09-00094-f001){ref-type="fig"}). Under stress conditions, the unassembled proteins can aggregate, becoming terminally misfolded or nonfunctional. In these conditions, they are toxic, and they need to be degraded to avoid damage \[[@B136-antioxidants-09-00094]\]. Age-related diseases, such as Parkinson, Alzheimer's, and amyotrophic lateral sclerosis, are connected with errors in the assembly of proteins, reduced chaperoning, proteasomal and autophagic activities, and the accumulation of toxic aggregates in the cells \[[@B137-antioxidants-09-00094],[@B138-antioxidants-09-00094]\].

The proteasome is a multi-subunit complex that operates mainly in the cytosol and nucleus \[[@B139-antioxidants-09-00094]\] and is responsible for the rapid degradation of a single protein tagged by ubiquitins. UPS is activated in response to endoplasmic reticulum stress, where environmental and endogenous factors lead to the accumulation of misfolded and unfolded proteins in the ER lumen and eventually to reticulum stress and ER structural damage \[[@B140-antioxidants-09-00094]\]. UPS mitigates ER stress, restores homeostasis, and promotes cell adaptation to stress conditions. However, under unresolvable stress, UPS promotes apoptosis and death of the cell \[[@B141-antioxidants-09-00094]\]. Deregulation of the UPS mechanism is connected with diabetes and neurodegeneration \[[@B142-antioxidants-09-00094],[@B143-antioxidants-09-00094]\].

Whereas UPS contributes to proteostasis via the proteasome by degrading single proteins, autophagy degrades protein aggregates (microautophagy \[[@B144-antioxidants-09-00094]\]), membrane-associated proteins (macroautophagy \[[@B145-antioxidants-09-00094]\]), and specific proteins (chaperone-mediated autophagy (CMA)) \[[@B146-antioxidants-09-00094]\]. Microautophagy is a direct degradation of intracellular proteins and organelles by lysosome protrusions or by the vacuoles in yeasts \[[@B147-antioxidants-09-00094],[@B148-antioxidants-09-00094]\]. In contrast, macroautophagy is an in-bulk degradative pathway that removes superfluous and damaged organelles, such as mitochondria (mitophagy) and ER vesicles (ER-phagy), cytosolic proteins, and invasive microbes, to adapt to stress conditions and to maintain cellular homeostasis. Macroautophagy requires the formation of double or multiple membrane vesicles (autophagosomes), which then fuse with lysosomes or late endosomes for bulk degradation \[[@B145-antioxidants-09-00094],[@B147-antioxidants-09-00094]\]. Finally, CMA refers to a particular form of autophagy during which soluble cytosolic proteins are bound to HSC70 chaperone and internalized into lysosome lumens for degradation \[[@B149-antioxidants-09-00094]\].

If the proteostasis network fails, the formation of pathological protein aggregates occurs. Those aggregates can be divided mainly into two groups: amyloid fibrils and amorphous aggregates \[[@B150-antioxidants-09-00094]\]. Amyloid-like fibrillar aggregates are recognized as hallmarks of neurogenerative diseases (e.g., Alzheimer's disease), while amorphous nonfibrillar aggregates of α-crystallin are associated with cataracts \[[@B151-antioxidants-09-00094]\].

Protein aggregates possess cytotoxic properties: fibrillar aggregates are linear self-assemblies that can interact with the membranes affecting their ultrastructure, while amorphous aggregates are structures without ordered intermolecular interactions and may form pores in membranes \[[@B152-antioxidants-09-00094],[@B153-antioxidants-09-00094]\]. Aging and external stress cause the accumulation of these aggregates, and a reduction in the degradation pathway capacity of the proteostasis network can eventually induce an overall failure of the proteostasis process.

7. Protein Carbonylation as an Aging Biomarker {#sec7-antioxidants-09-00094}
==============================================

Protein carbonylation is an irreversible and unrepairable oxidative post-translational modification that yields a reactive carbonyl moiety, such as an aldehyde, ketone, or lactam in a protein. These protein modifications accumulate during the life of all organisms \[[@B154-antioxidants-09-00094],[@B155-antioxidants-09-00094]\]. Reactive carbonyls can generate from endogenous (e.g., mitochondria, phagocytic) or exogenous (e.g., cigarette smoke, food additives) sources \[[@B156-antioxidants-09-00094]\], and oxidation may induce both structural and functional alterations of proteins. Collectively, ROS increase the formation of different free radicals and nonradical oxygen derivatives (ONOOH) \[[@B157-antioxidants-09-00094]\]. The primary protein carbonylation mechanism involves the metal-catalyzed oxidation of amino acid side chains, especially proline, arginine, lysine, and threonine. However, carbonyl derivatives can also be generated through the α-amidation pathway or through the oxidation of glutamyl side chains, where the peptide is blocked in N-terminal amino acids by an α-ketoacyl derivative \[[@B158-antioxidants-09-00094],[@B159-antioxidants-09-00094]\]. The secondary mechanism involves the carbonylation of lysine, cysteine, and histidine, which may be caused by their reaction with reactive carbonyl groups produced during the oxidation of carbohydrates (e.g., glyoxal (GO), methylglyoxal (MGO)) and lipids (e.g., 4-hydroxynonenal (4-HNE), malondialdehyde (MDA), acrolein (ACR)). These processes of carbonyl generation are termed glycoxidation (the formation of advanced glycation end products (AGEs)) and lipoxidation (the formation of advanced lipid peroxidation end products (ALEs)) \[[@B158-antioxidants-09-00094],[@B159-antioxidants-09-00094]\].

Experimental data from plasma, sera, and tissues have suggested a positive correlation between protein carbonyl levels and age \[[@B160-antioxidants-09-00094],[@B161-antioxidants-09-00094]\]. Furthermore, carbonylated protein contents dramatically increased in the late phase of life \[[@B162-antioxidants-09-00094]\], and protein carbonylation was detected especially in the heart, muscle, brain, and plasma of the elderly \[[@B163-antioxidants-09-00094],[@B164-antioxidants-09-00094],[@B165-antioxidants-09-00094],[@B166-antioxidants-09-00094]\].

Carbonylated proteins are degraded through the proteasomal system, but they can avoid degradation and create cytotoxic aggregates \[[@B167-antioxidants-09-00094]\]. In this context, inducing carbonyl stress in young mice increases protein aggregation similarly to what occurs in physiological conditions in old mice. Furthermore, in one study, over 90% of a carbonylated proteome was present in aggregates collected from the spleen protein lysates of aged mice \[[@B168-antioxidants-09-00094]\]. These remarks have confirmed that post-translational oxidative alterations (including carbonylation) are responsible for increased protein aggregation.

Many studies have highlighted the relationship between an increase in protein carbonylation and several age-related disorders. Thus, elevated levels of protein carbonyls have been observed in diabetes \[[@B169-antioxidants-09-00094]\], Parkinson's disease, Alzheimer's disease \[[@B170-antioxidants-09-00094]\], Huntington's disease \[[@B171-antioxidants-09-00094]\], amyotrophic lateral sclerosis \[[@B172-antioxidants-09-00094]\], cancers \[[@B173-antioxidants-09-00094]\], cataractogenesis \[[@B174-antioxidants-09-00094]\], Werner syndrome \[[@B175-antioxidants-09-00094]\], cystic fibrosis \[[@B176-antioxidants-09-00094]\], and essential arterial hypertension \[[@B177-antioxidants-09-00094]\]. However, carbonylated proteins have been observed in both the healthy and diseased parts of the brain in patients with Parkinson's. Additionally, brain regions from individuals with incidental Lewy body disease (putative presymptomatic Parkinson's disease) showed no increase in carbonyls in any brain areas. It can be speculated that oxidative protein damage can occur widely in the brain, but this phenomenon is evident only in old patients \[[@B178-antioxidants-09-00094]\].

High carbonyl levels have been detected in β-actin, creatine kinase BB, glutamine synthase, and ubiquitin carboxy-terminal hydrolase L-1 in Alzheimer's patients compared to a control group \[[@B179-antioxidants-09-00094]\]. In cases of Huntington's disease, Túnez I. et al. showed a close correlation between global oxidative stress, protein carbonylation, and disease severity. This correlation may indicate that oxidative stress accompanied by protein carbonylation is associated with Huntington's disease evolution \[[@B171-antioxidants-09-00094]\].

Next, high protein carbonyl levels have been found in both the spinal cord and motor cortex of patients with sporadic amyotrophic lateral sclerosis \[[@B172-antioxidants-09-00094],[@B180-antioxidants-09-00094]\]. Although the exact mechanism by which ROS induce cell death in amyotrophic lateral sclerosis is not known yet, the data indicated that carbonylation affected spinal cord cellular proteins, including neurofilaments \[[@B135-antioxidants-09-00094]\].

In the context of cancer development, Aryal B. et al. detected the specific carbonylation of filamin A, heat shock protein 90β, and bifunctional glutamate/proline-tRNA ligase in breast tumor tissues \[[@B181-antioxidants-09-00094]\].

Ros J. et al. have collected information about carbonylated proteins, which are highly relevant in the context of aging-related pathologies, from bacteria and yeast to mammals \[[@B182-antioxidants-09-00094]\]. As a result, a total of 179 proteins were selected according to their physiological function. Consequently, the authors showed that the proteins involved in cell metabolism and cytoskeleton organization and heat shock proteins were the most significant groups \[[@B182-antioxidants-09-00094]\]. Next, Dill K.A. et al. have selected 20 human proteins, including transcriptional factor TORs (e.g., Heat shock factor 1 (HSF1)), histones (e.g., H2A Histone Family Member X (H2AFX)), histone-modifying proteins (e.g., Metastasis-associated protein (MTA1)), ribosomal proteins (e.g., Ribosomal protein S6 (RPS6)), and telemetric proteins (e.g., TERF2 Interacting Protein (TERF2IP)), which resulted in higher carbonylation with age and abundancy in older organisms \[[@B183-antioxidants-09-00094]\].

One key feature in the use of protein carbonyls in assessing oxidative damage is the fact that they are chemically stable and can be stored at −80 °C for three months without changes in detectability \[[@B184-antioxidants-09-00094]\]. The detection and quantification of oxidative protein modifications may be performed using different types of techniques. Global carbonylation can be detected in protein lysates using the derivatization of carbonyl groups with 2,4-dinitrophenylhydrazine (DNPH), which leads to the formation of a 2,4-dinitrophenyl (DNP) hydrazone product. Then, the measurement of protein carbonylation is performed using mass spectrophotometry, immunodetection with DNPH-specific antibodies, an ELISA assay, or immunohistochemistry. The semiquantitative detection of carbonyl content in individual proteins is assessed by one- or two-dimension electrophoresis, followed by western blot \[[@B185-antioxidants-09-00094],[@B186-antioxidants-09-00094],[@B187-antioxidants-09-00094]\].

There are many available techniques for the detection of protein carbonyls, but still, it is not clear how protein sequence and structure can affect their susceptibility to oxidative damage.

8. Conclusions and Further Perspectives {#sec8-antioxidants-09-00094}
=======================================

Here, we discussed recent discoveries on cellular senescence characteristics and their association with age-related disorders. Alterations at the protein expression level impair signaling pathways, which inevitably leads to the dysregulation of organelle communication and disrupts overall cellular homeostasis. However, despite the establishment of a direct correlation between some gene mutations and age-related diseases, causes and effects of aging degeneration remain unclear in many pathological conditions. Uncertainty in the field is also due to the complexity of aging degeneration conditions that occur both at the genomic and at the proteomic level.

Aberrant proteins can be used as aging biomarkers, and current techniques (such as mass spectrometry and ELISA) can provide precise identifications of protein modifications. However, it is essential to define which specific proteins are the most sensitive to oxidation in different pathologies and why. The identification of oxidized proteins and the definition of their roles in various diseases may promote new avenues of diagnosis and targeted therapeutic approaches.

For this, the development of new techniques that can identify protein modifications in in vivo models can contribute to the development of therapeutic strategies against various diseases. Furthermore, investigations in this direction can help to detect the degree of oxidative protein damage in an early stage of dysfunction and to address the potential cytotoxic effects of protein aggregate generation in cells.

In particular, protein carbonylation is a well-known marker for oxidative stress and has been detected in various age-related diseases, but its precise contribution to aging degeneration is still unclear, as is the cause and effect of other kinds of degeneration occurring during aging.
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ROS

reactive oxygen species

DSB

DNA double-strand break

HR

homologous recombination

NHEJ

nonhomologous end-joining

EDARADD

Edar-associated death domain

TOM1L1

Target of Myb1-like 1 membrane

NPTX2

Neuronal pentraxin II

HAT/KAT

histone/lysine acetyltransferase

HDAC

histone deacetylase

mTOR

target of rapamycin kinase

PI3K

phosphoinositide 3-kinase

AKT

protein kinase B

UPS

ubiquitin--proteasome system

CMA

chaperone-mediated autophagy

DNP

2,4-dinitrophenyl

DNPH

2,4-dinitrophenylhydrazine

![Pathways of proteostasis under stress conditions. Under normal conditions, misfolded proteins are degraded and/or cleared extracellularly, undergo autophagy, or are degraded with the aid of the cellular proteasome. Endogenous and exogenous stress conditions contribute to cellular dysfunction, protein misfolding, and protein aggregations that lead to the loss of homeostasis. Unfolded and damaged proteins are refolded by heat shock proteins through the chaperone-mediated folding pathway, or they are destructed by ubiquitin--proteasome or autophagic pathways (micro- and macroautophagy). Deficiencies in refolding or degrading unfolded proteins can lead to the formation of toxic aggregation.](antioxidants-09-00094-g001){#antioxidants-09-00094-f001}
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###### 

Signaling pathways and mechanisms involved in aging.

  -------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------
  Signaling Pathway                                                                                        Mechanism                                                                                                                                                                                                             Role in Senescence Context                                                                                                                                                                                                                                                                                                                                                                                                                 Ref.
  -------------------------------------------------------------------------------------------------------- --------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------- ------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------ -----------------------------------------------------------------------------------------------
  **Genome surveillance signaling**                                                                        **DNA repair**                                                                                                                                                                                                        **Normal lifespan control**\                                                                                                                                                                                                                                                                                                                                                                                                               \[[@B93-antioxidants-09-00094]\]
                                                                                                                                                                                                                                                                                                                                 Mutations in the number of DNA repair genes caused premature aging.                                                                                                                                                                                                                                                                                                                                                                        

  **Telomere length-maintaining**                                                                          **Replicative lifespan control**\                                                                                                                                                                                     \[[@B31-antioxidants-09-00094],[@B32-antioxidants-09-00094],[@B33-antioxidants-09-00094],[@B94-antioxidants-09-00094]\]                                                                                                                                                                                                                                                                                                                    
                                                                                                           Dysfunctions were observed in telomere-mediated syndromes, such as dyskeratosis congenital, idiopathic pulmonary fibrosis, and Alzheimer's disease.                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                              

  **Tumor-suppressor expressions**                                                                         **Promotion of longevity through cancer prevention**\                                                                                                                                                                 \[[@B53-antioxidants-09-00094]\]                                                                                                                                                                                                                                                                                                                                                                                                           
                                                                                                           Splicing defects of the p53 gene occurred in progeria, vascular aging, and Alzheimer's disease.                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                  

  **Mitochondria and ROS signaling**                                                                       **Electron transport**                                                                                                                                                                                                **Cellular energy control, reactive oxygen species (ROS) production/detoxification, and apoptosis**\                                                                                                                                                                                                                                                                                                                                       \[[@B95-antioxidants-09-00094]\]
                                                                                                                                                                                                                                                                                                                                 A reduction of energy and ROS production could extend lifespans while reducing oxidative stress and the formation of carbonylated proteins.                                                                                                                                                                                                                                                                                                

  **Sirtuin deacetylase activity**                                                                         **Regulation of replicative lifespan**\                                                                                                                                                                               \[[@B78-antioxidants-09-00094],[@B96-antioxidants-09-00094],[@B97-antioxidants-09-00094]\]                                                                                                                                                                                                                                                                                                                                                 
                                                                                                           In neurodegenerative diseases, sirtuin expression increased, and they acted as neuroprotective molecules in sensing and mitigating ROS. Sirtuin proteins could promote or suppress cancer development.                                                                                                                                                                                                                                                                                                                                                                                                                                                           

  **Hormonal signaling**                                                                                   **Insulin/IGF-1 activity**                                                                                                                                                                                            **Growth, remodeling, and aging of tissues**\                                                                                                                                                                                                                                                                                                                                                                                              \[[@B53-antioxidants-09-00094],[@B98-antioxidants-09-00094]\]
                                                                                                                                                                                                                                                                                                                                 The insulin-like growth factor (IGF) system could play an important role in life processes (cell growth, division, differentiation, apoptosis, aging, and others) by binding with the receptor or activating multiple intracellular signaling cascades. Deregulation of the IGF-1 mechanism was associated with progeria, vascular aging, and Alzheimer's disease.                                                                         

  **Transforming growth factor (TGF)-β action**                                                            **Cell growth and proliferation, migration, the regulation of the inflammatory response, wound healing, fibrosis, and cellular apoptosis**\                                                                           \[[@B99-antioxidants-09-00094],[@B100-antioxidants-09-00094]\]                                                                                                                                                                                                                                                                                                                                                                             
                                                                                                           Impairment of the TGF-β1 signaling pathway was demonstrated to be specific for brain cells in Alzheimer's patients, fibrosis, and various types of human cancer, including breast, colon, and renal cancer.                                                                                                                                                                                                                                                                                                                                                                                                                                                      

  **Metabolic signaling**                                                                                  **Notch action**                                                                                                                                                                                                      **Embryogenesis, maintenance of tissue specific homeostasis, and stem cell differentiation**\                                                                                                                                                                                                                                                                                                                                              \[[@B101-antioxidants-09-00094],[@B102-antioxidants-09-00094],[@B103-antioxidants-09-00094]\]
                                                                                                                                                                                                                                                                                                                                 The Notch pathway controlled proliferation, migration, the functions of tissue cells, as well as cross-talk between inflammatory cells and the innate immune system. Notch mutations were associated with sporadic Alzheimer's disease and other neurodegenerative diseases such as Down syndrome, Pick's and Prion's disease, and CADASIL (Cerebral Autosomal Dominant Arteriopathy with Subcortical Infarcts and Leucoencephalopathy).   

  **Wnt action**                                                                                           **Embryogenesis, cell fate determination, and cell survival**\                                                                                                                                                        \[[@B104-antioxidants-09-00094],[@B105-antioxidants-09-00094]\]                                                                                                                                                                                                                                                                                                                                                                            
                                                                                                           Increased Wnt levels inhibited myogenic differentiation in the elderly. Impaired Notch-TGF-β--Wnt balances in stem cells resulted in the loss of cellular homeostasis.                                                                                                                                                                                                                                                                                                                                                                                                                                                                                           

  **Phosphoinositide 3-kinase (PI3K)/dependent-protein kinase B (AKT)/mTORC2 (PI3K/AKT/mTORC2) cascade**   **Cell proliferation, the regulation of translation, the quality control of proteins, and autophagy**\                                                                                                                \[[@B106-antioxidants-09-00094],[@B107-antioxidants-09-00094]\]                                                                                                                                                                                                                                                                                                                                                                            
                                                                                                           The regulation of pro- and antiaging signaling.\                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                 
                                                                                                           The dysregulation of the PI3K--AKT--mTORC2 pathway was strongly associated with tumorigenesis.                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                   

  **Serine/threonine-protein kinase (Raf)/ Mitogen-activated protein kinases (MAPK/ERK) cascade**          **Regulation of apoptosis, cell survival, motility, adhesion, proliferation**\                                                                                                                                        \[[@B108-antioxidants-09-00094],[@B109-antioxidants-09-00094],[@B110-antioxidants-09-00094]\]                                                                                                                                                                                                                                                                                                                                              
                                                                                                           This pathway has a role in delivering extracellular signals to the nucleus, regulating cellular behavior and longevity.                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                          

  **Ras/cAMP-dependent protein kinase cascade**                                                            **Regulation of cell survival, replicative senescence, autophagy, and cytoskeleton organization**\                                                                                                                    \[[@B22-antioxidants-09-00094],[@B109-antioxidants-09-00094]\]                                                                                                                                                                                                                                                                                                                                                                             
                                                                                                           This cascade regulates caloric restriction and chronological lifespan in yeast. Mutations in Ras resulted in its activation occurring in 1/3 of human tumors (e.g., melanoma, thyroid, colon, and ovarian cancers).                                                                                                                                                                                                                                                                                                                                                                                                                                              
  -------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------
